Figure legends
Supplementary
Supplementary Figure S2. Validating loss of FL-AR in CWR22Rv1-AR-EK cells. CWR22Rv1-and
CWR22Rv1-AR-EK-derived lysates were subject to immunoblotting using four distinct AR N-terminaltargeting antibodies: AR N20 (Santa Cruz Biotechnology -discontinued), AR-BD (BD Pharmingen), AR ab74272 (Abcam) and AR-441 (Santa Cruz Biotechnology). Short and long exposure were performed to enable detection of FL-AR in CWR22Rv1 parental cells. α-tubulin was used as loading control.
Supplementary Figure S3. Validating genomic integrity of CWR22Rv1-AR-EK cells. a. Bright field
images of CWR22Rv1 and CWR22Rv1-AR-EK cells were taken at a 10x magnification to demonstrate similar morphology of the two cell lines. b. CWR22Rv1 and CWR22Rv1-AR-EK share equivalent genomic SNP markers as determined using conventional cell line authentication. c. Predicted potential CRISPR off-target sites were amplified using specific primers and resultant amplicons were analysed by TIDE. Sequencing chromatograms of the three highest ranked off-target loci within COL1A2, KMT2B
and SLC7A8 genes are shown for parental and CWR22Rv1-AR-EK cells (left panel) and analysed by TIDE (right panel).
Supplementary Figure S4. AR-V depletion in CWR22Rv1-AR-EK down-regulates androgenic gene
expression. CWR22Rv1-AR-EK cells grown in steroid-depleted media were subject to control (siScr) or AR-V (siAR-V) depletion for 48 hours with either vehicle, 10 nM DHT or 10 µM enzalutamide (Enz) treatment for the final 24 hours before quantitative RT-PCR to assess UBE2C, ATAD2 and KLK2 expression. Data represents the average of three independent experiments +/-SD.
Supplementary Figure S5. AR target gene expression in CWR22Rv1-AR-EK is driven exclusively by
AR-Vs. a. CWR22Rv1-AR-EK cells grown in steroid-depleted media were subject to transfection with control (siScr) or FL-AR-targeting siRNAs (siARex4 and siARex7) for 48 hours with either vehicle or 10 nM DHT treatment for the final 24 hours before quantitative RT-PCR to assess PSA, KLK2 and UBE2C expression. Data represents the average of three independent experiments +/-SD. b. Cell lysates harvested from the parallel experiment were subject to western blot analysis using anti-AR and α-tubulin antibodies to demonstrate that unlike siARex1, both siARex4 and siARex7 have no impact on AR-V levels in CWR22Rv1-AR-EK cells (left panel). Using CWR22Rv1 parental cells, siARex4 and siARex7 were able to successfully deplete FL-AR levels (right panel).
Supplementary Figure S6. AR-Vs associate with AR-target genes in CWR22Rv1-AR-EK cells.
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Supplementary Tables
AATK AKR1A1 ABCD1 ACE ACTL10 ABHD14B ACBD4 ABCA1 ADAT3 ATP7A AMOTL1 ANKRD16 ALX4 ABTB1 ACPP ADM ATG2A BDH2 AMPD2 ASTN2 ANKRD52 ADCK5 ADAM15 ALOX15 BAHD1 C4orf48 ARAP2 BAIAP2L2 ANXA9 AMIGO2 ADAMTS1 AMER3 BID CA11 ARNTL2 BPNT1 APPL2 ANG AES ANXA1 C17orf103 CALCOCO1 BICD2 C1orf115 ARSJ ASS1 ARHGEF3 AQP3 C19orf24 CAMK2N1 BTBD9 CDH7 ATXN7L1 BOK ATP2B1 B3GNT3 C6orf132 CBX6 C20orf118 CFD BSPRY CACFD1 ATP8A1 CDC42EP3 C7orf43 CLN8 C4orf32 CYP1A1 CASP7 CDKN1A C15orf57 CNTN3 CARD14 CLTB CAMK1 DBN1 CDIPT CHRM3 CCDC120 CREB3L1 CARNS1 CRB3 CAMLG DDN CDK8 CLSTN3 CPEB3 DSCAM-AS1 CBLC CREBL2 CTC1 DNAJC18 CHFR CYB561D1 CYSTM1 ELF3 CHRNE DNALI1 CTXN1 DSC2 COL5A2 DDHD1 DUSP1 ENPP4 COBL DUSP2 CUEDC1 EFNA1 DNASE1 DUSP16 DYRK1B FBLIM1 DBC1 EEF1A2 DACH1
Supplementary Table S2 (down-regulated genes in response to AR-V depletion)
AAED1 ACADL  ACBD7  ADORA1  AAK1  AADAT  AFAP1L1  ABHD15  ALDH1L2  ARL1 ACOT7  AP1AR  ADSSL1  AGFG2  AKAP5  ACSF2  ANKIB1  ALDH6A1  ALG12  BMP8B   ACTR3  APOD  ALCAM  AMBRA1  ARHGAP11B  ADAMTS3  BLZF1  ALG10  ALKBH8  C5orf22   ALDH3A2  ARHGEF10  AP1S3  ANKRD32  ATP12A  AKAP12  C10orf118  ARHGEF19  BOD1  C9orf37   ANGPTL4  ARHGEF37  APLN  APOLD1  BMP6  AP3M2  C14orf101  ARSB  BRIX1  CBLL1   AR  ARHGEF6  ATCAY  ATOH8  BRCA2  ARHGAP11A  CCDC71L  B3GALTL  C2CD5  CCDC66   ARMCX4  ARL4C  ATP6V0E1  BCL2L11  C4orf21  ARHGAP19  CCNB2  BDP1  CAMK2D  CCDC90B   AUNIP  ATAD5  BARX1  BLM  CDC6  ARPC5  CENPH  BUB1B  CBWD1  CCNE1   BRMS1L  BARD1  BRIP1  BRCA1  CDH23  ATAD2 EFEMP1  CROT  DNMT3A  DMC1  EXO1  CDCA7  FOXN2  DMXL2  FEN1  DNAJC27   EFHD1  CRYM  ELL2  DTD1  FAM120C  CDK1  FZD2  EIF5A2  FUT10  DTX4   FKBP5  DCAF12  ESR1  EBAG9  FAM72B  CLIP2  GEN1  ESCO2  GABPB2  DUS4L   FOXD2-AS1 DEPDC1  EXOSC1  EME1  G2E3  CMC2  GINS4  EVA1C  GINS3  DYM   FSTL1  DUSP3  FAM57B  ERI2  GADD45B  CRYBG3  GM2A  FAM136A  GOT1  EIF2AK3   GHRHR  FAM104B  FAM72D  FANCI  GNA13  DGUOK  GNG4  GFPT2  GSTM3  EIF4EBP1   GMPR  FAM72A  FMO4  FKBP9  GNAI2  DYNLT1  HIPK1  HAUS3  HAUS6  FANCD2   GNPDA1  FBXW11  GIPC3  FMNL3  GPLD1  E2F2  HK2  KATNBL1  HJURP  HECTD1   GRIN3A  GABARAP  GLT25D2  GPR137C  GPM6A  EGFR  HSPB11  KCTD9  HLTF  HIVEP2   HPGD  GHR  HOOK1  H19  GSG2  ETNK2  ITPRIP  KIAA0232  HMGB2  HNRNPH3   HSPB6  GPC4  HOPX  HAPLN3  HAS3  FADS1  KDM4A  KIAA1731  HOMER2  IER5L   IL1R1  HOXA4  KIF15  ICAM3  HELLS  FAM120AOS  LOC100144603 KIF18B  IDH1  KIF18A   INMT  IGF1  KNSTRN  ISCA1  HMMR  FAM213B  LOC148709  KIF5C  LIG1  KIF23   KCNC4  KCNMB4  KNTC1  ITGB3BP  KIF14  FAM222B  LRCH1  LDLRAD3  LMNB1  KIF5A   KDELC2  KIF11  KRT19  KCTD12  KIF20B  FANCM  LRP11  LOC284889 LPAR3  LMAN1   KLHL42  KLK3  LRRC40  KIAA1524  KIF24  FAS  MKI67  MAP4K2  MAFB  LOC730101   LAMA3  LINC00467  MCAM  KIF21B  KLF11  FGFR1  MPHOSPH6  MCFD2  MAGOHB  MANF   LIN9  LOC100499405 MCM8  KIF26A  KLF9  FOXD4  MPHOSPH9  MCM6  MBOAT2  MCM4   LPGAT1  MAP2K6  METTL7A  LCLAT1  KLK2  GINS1  MT1E  MELK  METTL4  MDM1   MAOA  MGME1  MMS22L  LPCAT4  LIN52  GPAM  NDRG4  NAE1  MMD  MIPOL1   MAP1B  MIS18A  MTBP  LPL  LOC389831  HSPA5  NEIL3  NDC80  MOB1A  MKL2   MRPL11  MT1X  NEDD4L  LRRCC1  LOC645249  INPP5B  NUP35  NIF3L1  MSH2  MT2A   MYO1D  MYBL1  NUP54  MAD2L1  LOC81691  IRS2  OSBPL3  NUCKS1  MTFR2  NEDD1   NCAPG2  NAMPT  NXPE3  MARCKS  MLF1IP  LMNB2  PKIB  PBRM1  MTHFD2  NES   NEMF  NFATC3  PBK  MASTL  MT1G  LOC100288637 POLA1  PGBD5  NUP155  NUP107   NKX3-1  NID1  PDCD4  MCM10  MYLK  LRR1  POLA2  PIGK  ORC1  OAS3 Supplementary NME4  OTOP3  PFKFB3  MCM3  NEURL  LRRC3  PREP  PNPLA4  ORC3  OPA1   NPTX1  PALLD  PHF16  MFAP3L  NR2C1  MAML1  PTPLB  PPP6R3  PARP2  PAN2   NPTX2  PREX2  PMP22  MIS18BP1  NUF2  NCAPG  RHNO1  PRR14  PCTP  PDS5B   NSA2  PRIMA1  PNMA2  MND1  ONECUT2  NUP43  RTTN  PTENP1  PDP1  PLK4   NTAN1  PSMG2  PNRC2  MTFR1L  OSGEPL1  OGDHL  SENP1  RWDD2B  PI4K2A  PPP1R3E   PCNA  PTMA  POLE2  PDK4  PABPC4  OIP5-AS1  SFSWAP  SDA4A  POGK  PRIM2   PCNP  PTPRB  PPWD1  PIM1  PARPBP  OSTC  SH3PXD2B  SFN  PPIP5K2  PRPS2   PIGP  RAD54B  PSIMCT-1  PLA2G7  PCDHA11  PLEKHG2  SLC25A24  SLC22A31  PSMD5  RNASE4   PLXND1  RB1  PTCH1  PLEKHF1  PLOD2  RAD51  SMC1A  SLC25A40  PTK2B REEP4  RAD51B  SGOL2  TAPT1  ST7L  SCN8A  TAF5   SGMS2  SRRM4  SEC24A  REEP6  RFC3  SKA3  TEAD1  TCF7  SDC2  THSD4   SLC17A7  SS18  SFXN1  SCG3  RPP14  SLC31A2  TMEM116  TFAP4  SLC38A3  TUBE1   SLC38A4  STEAP2  SLC2A12  SEC61B  RPRD1B  SMIM13  TNFAIP8L1  TMEM209  SMC6  UBTD2   SLC47A2  STRIP2  SRPK1  SIGMAR1  RPS6KB1  SPSB1  TRIM35  TMEM47  STYK1  YBX2   SLCO2A1  SUDS3  STIL  SLC25A33  SIMC1  SYNGR3  TSKU  TP53TG1  TMEM48  ZDHHC8P1   SNAI2  TARP  TBC1D1  SSR1  SMC4  TOP2A  TUSC2  TRANK1  TTC28  ZNF185   ST8SIA6  TEX15  TDH  TBPL1  SYT12  UCHL3  TYMS  TRIP13  UBE2C  ZNF215   STEAP1  TMCC3  TICRR  TMEM14B  THAP6  USP31  WDR17  UBE2T  USO1  ZNF778   STEAP1B  TMED7  TRMT112  TMEM194A TMEM14C  WDR67  ZBTB1  UHRF1  USP28  ZWILCH   TMPRSS2  TMEM123  TTK  TMEM64  TMPO  WDR76  ZBTB10  USP7  WWTR1   TMX4  TMEM143  TXNDC16  TMOD2  UBE2E3  ZAK  ZMYM1  XPOT  ZNF273   TNC  TMEM60  VASH2  TMTC1  WDHD1  ZMIZ1  ZNF114  XRCC2  ZNF326   UNC5B  TSC22D3  WDR92  TP73  YTHDF3  ZNF217  ZNF318  ZDHHC5  ZNF473   ZBTB16  ZIC5  ZBTB41  TTL  ZBTB8OS  ZNF704  ZNF519  ZNF280C  ZNF829   ZNF789  ZNF718  ZNF492  ZNF271  ZNF480  ZRANB3  ZNF596  ZNF530 
